Gcn5, and Ahc1. We created a similar set of fusions to Among these newly constructed fusion proteins, none LexA and Zif by using the following proteins found in efficiently activated transcription when working on its Mediator: Med1, Med2, Med4, Med6, Med12, Med17, own. However, in several instances transcription was Med20, Med21, and CDK8 (Srb10). Taf1 and Taf14 
number of Gal4 sites is well known to increase activation elicited by Gal4. Very little transcription was elicited by Zif-Gal4, and virtually none was elicited by the tripartite of transcription significantly higher than the sum of that elicited by the two fusion proteins working separately.
protein, as assessed with a reporter bearing a single Zif site (which binds a Zif monomer) (not shown). The proThese cases are listed in the last four lines of Table 2 . In no case did pairs of fusion proteins bearing components tein Zif-Med20-Spt20 worked about twice as efficiently as did Zif-Spt20-Med20 (not shown). from the same complex (SAGA, Mediator, or TFIID) activate significantly more efficiently than either of the proAs shown in Table 3 , three additional triple fusion proteins bearing Zif domains (see lines 6-8) worked teins working on its own.
We considered the possibility that the efficiency with about a third as well as did the one shown in the figure and on line five of the Table. In each case, the construct which pairs of Mediator-SAGA fusions (such as that of Figure 1 ) work might be affected by steric constraints included a Mediator and a SAGA component, and in no case did a tripartite protein bearing two proteins from imposed by the disposition of binding sites on the reporter. In the experiment in Figure 1 , for example, the the same complex (plus a DBD) work significantly. Table  3 also shows that in two cases the Zif DBD was successLexA sites are upstream of the Zif sites and therefore are farther away from the promoter. We therefore confully replaced by a LexA DBD in constructing a tripartite activator. structed a series of triple-fusion proteins, each of which bears a DBD and two additional proteins. In some cases A simple scenario for the activity of non-classical activators assumes that any given fusion protein inserts into those additional proteins were both from a single complex (SAGA, Mediator, or TFIID), and in other cases they the corresponding complex and that this complex is recruited to the promoter as the DNA binding domain were from two different complexes (e.g., SAGA and Mediator).
attaches to DNA. Consistent with the first part of this idea, we found that the tripartite protein Zif-Med20- Figure 2 shows the activity of a tripartite protein bearing a DBD (Zif), a Mediator component (Med20), and a Spt20 complemented the growth defect (in galactose medium) imposed by deletion of Spt20 (not shown The experiments were performed as described in In our current experiments, as we have emphasized, we used reporters that were integrated into the chromoOur results reinforce the idea [3] Perhaps the efficient independent recruitment of SAGA by Gal4 helps it to work more quickly.
